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Table A-1 Phase IIb Agonist Range Finder Plates Tested at XDS
Was Plate Used
Experiment LD. Date Induction’ DMSO for Data Reason Why Plate Was
. Not Used
Analysis
XITbAgRFX9-X12v3 17-Sep-08 8.12 845 Yes
XIIbAgRFX13-X16v3 17-Sep-08 11.02 559 Yes

'Induction for range finder plates is measured by dividing the averaged highest E2 reference standard RLU value by the averaged

DMSO control RLU value.
Table A-2 Phase IIb Agonist Range Finder Plates Tested at ECVAM
Was Plate Used
Experiment I.D. Date Induction' DMSO for Data Reason Why Plate Was
- Not Used
Analysis
AgRf1 V0005 V0008 02-Oct-08 17.61 2326 Yes
AgRf1 V0009 V0012 02-Oct-08 7.86 5864 Yes
AgRf2 V0009 V0012 15-Oct-08 6.17 18357 No Failed DMSO Control
AgRf3 V0009 V0012 22-Oct-08 5.20 15037 No Failed DMSO Control

'Induction for range finder plates is measured by dividing the averaged highest E2 reference standard RLU value by the averaged

DMSO control RLU value.
Table A-3 Phase IIb Agonist Range Finder Plates Tested at Hiyoshi
Was Plate Used
Experiment I.D. Date Induction' DMSO for Data Reason Why Plate Was
. Not Used
Analysis
AgRF080923-01 23-Sep-08 8.43 2824 Yes
AgRF080923-02 23-Sep-08 5.92 3343 Yes

'Induction for range finder plates is measured by dividing the averaged highest E2 reference standard RLU value by the averaged

DMSO control RLU value.
Table A-4  Phase IIb Antagonist Range Finder Plates Tested at XDS
Was Plate
Experiment L.D. Date Reduction' DMSO Used for Data Reason Why Plate Was
3 Not Used
Analysis
XIIbAntRFX17-X20v3 17-Sep-08 7.96 852 Yes
XIIbAntRFX21-X24 18-Sep-08 17.08 676 Yes

'Reduction for range finder plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the
averaged DMSO control RLU value.

Table A-5  Phase IIb Antagonist Range Finder Plates Tested at ECVAM
Was Plate
Experiment L.D. Date Reduction' DMSO Used for Data LG LA
q Not Used
Analysis
AntaRf4 V0083 V0086 12-Nov-08 6.30 3280 Yes
AntaRf3 V0087 V0090 12-NOv-08 6.26 2155 Yes

'Reduction for range finder plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the
averaged DMSO control RLU value.

Table A-6  Phase IIb Antagonist Range Finder Plates Tested at Hiyoshi
Was Plate
Experiment L.D. Date Reduction' DMSO Used for Data LG LA
q Not Used
Analysis
AntRF080923-01 23-Sep-08 8.72 4662 Yes
AntRF080923-02 23-Sep-08 8.40 4577 Yes

"Reduction for range finder plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the
averaged DMSO control RLU value.
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Table A-7  Phase IIb Agonist Comprehensive Test Plates Tested at XDS
E2 Was
Reference Test Plate Reason Why .
Sul’)rs etjltnce Date DMSO | Induction® Standard MET | Substance ];;ét S?bs/t;l;f)e Used for | Plate Was Not Eprlil)ment
ECs Dilution s0 (Mg Data Used o
(ng/mL) Analysis
Positive but ECs
ATZ 29-Oct-08 1117 8.83 2.89x10° 5751 1:2 value could not Yes XIIb0015-
X0016Ag1
be calculated
6 . . XIIb0015-
ATZ 04-Nov-08 1307 9.85 4.03 x10 6074 1:2 Negative Yes X0016Ag2
% ) . XIIb0015-
ATZ 06-Nov-08 4007 5.71 2.07x 10 7743 1:2 Negative Yes X0016Ag3
6 X B XIIb0013-
BBP 29-Oct-08 1125 6.50 1.81x 10 6131 1:5 2.43x 10 Yes X0014Ag]
6 . o XIIb0013-
BBP 04-Nov-08 1084 9.65 2.52x 10 5703 1:5 4.58x 10 Yes X0014Ag2
% ) 1 XIIb0013-
BBP 06-Nov-08 3330 6.63 3.05x 10 6320 1:5 4.01x 10 Yes X0014Ag3
6 . 2 XIIb0O11-
DDT 29-Oct-08 628 10.32 3.11x 10 4705 1:2 2.89x 10 Yes X0012CTAgl
6 . 2 XIIb0011-
DDT 04-Nov-08 1179 9.13 2.64x 10 7595 1:2 2.03x 10 Yes X0012CTAg2
% ) 2 XIIb0011-
DDT 06-Nov-08 4059 5.56 3.32x10 6573 1:2 1.59x 10 Yes X0012CTAg3
Positive but ECs
EE 29-0ct-08 | 1117 8.83 289x10° | 5751 15 value could not Yes Wrong Test AUEIIIS-
Concentrations X0016Agl
be calculated
e ] o XIIb0015-
EE 04-Nov-08 1307 9.85 4.03 x10 6074 1:5 2.83x 10 Yes X0016Ag2
% ) 6 XIIb0015-
EE 06-Nov-08 4007 5.71 2.07x 10 7743 1:5 1.32x 10 Yes X0016A3
EE 13-Nov-08 3043 5.02 1.72x 10°¢ 6507 1:5 2.15x 10 Yes XIIb0016Ag4
Positive but ECs
FLA 29-Oct-08 1125 6.50 1.81x10° 6131 1:2 value could not Yes XIIb0013-
X0014Ag1
be calculated
Positive but ECs
FLA 04-Nov-08 1084 9.65 2.52x10° 5703 1:2 value could not Yes XIIb0013-
X0014Ag2
be calculated
Positive but ECs
% ) XIIb0013-
FLA 06-Nov-08 3330 6.63 3.05x 10 6320 1:2 value could not Yes X0014Ag3

be calculated
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E2 Was
Reference Test Plate Reason Why .
S l’)rs etjltnce Date DMSO | Induction' Standard MET | Substance ];;ét S?bs/t;?)e Used for | Plate Was Not Eprlil)ment
u ECs Dilution s0 (Mg Data Used o
(ng/mL) Analysis

P ] 5 XIIb0011-

GEN 29-Oct-08 628 10.32 3.11x 10 4705 1:5 4.54x 10 Yes X0012CTAgl
P ] 3 XIIb0011-

GEN 04-Nov-08 1179 9.13 2.64x 10 7595 1:5 491x 10 Yes X0012CTAg2
P ] 3 XIIb0011-

GEN 06-Nov-08 4059 5.56 332x10 6573 1:5 7.52x 10 Yes X0012CTAg3
P ] B XIIb0009-

NON 29-Oct-08 816 7.31 2.74x 10 6658 1:5 3.81x10 Yes X0010CTAgl
P ) B XIIb0009-

NON 04-Nov-08 1744 4.15 3.68x 10 4818 1:5 4.10x 10 Yes X0010CTAg2
P ] 0 XIIb0009-

NON 06-Nov-08 3641 6.20 2.50x 10 5057 1:5 3.87x10 Yes X0010CTAg3
P ] . XIIb0009-

VIN 29-Oct-08 816 7.31 2.74x 10 6658 1:5 Negative Yes X0010CTAgl
P ] . XIIb0009-

VIN 04-Nov-08 1744 4.15 3.68x 10 4818 1:5 Negative Yes X0010CTAg2
6 . . XIIb0009-

VIN 06-Nov-08 3641 6.20 2.50x 10 5057 1:5 Negative Yes X0010CTAg3

Abbreviations: ATZ = Atrazine; BBP = Butyl benzyl phthalate; DDT = o,p -DDT; DMSO = Dimethyl sulfoxide; ECs, = half-maximal effective concentration; EE = Ethinyl estradiol E2 = 178-estradiol;

FLA = Flavone; GEN = Genistein; 1.D. = Identification; MET = Methoxychlor; NON = p-n-nonylphenol; VIN =- Vinclozolin
'Induction for comprehensive test plates is measured by dividing the averaged highest E2 reference standard RLU value by the averaged DMSO control RLU value.
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Table A-8  Phase IIb Agonist Comprehensive Test Plates Tested at ECVAM
E2 Was
Reference Test Plate Reason Why .
Sul’)rs etjltnce Date DMSO | Induction’ Standard MET Substance rl;;(s:t Szlbs/t;l;f)e Used for Plate Was Not Exp ;rll)ment
ECs, Dilution s0 (2 Data Used o
(ng/mL) Analysis
ATZ 12-Nov-08 3805 4.84 5.26x107 6894 1:2 2.63x10° Yes Ag CVTOIO&OOOS
Positive but ECs

ATZ 27-Nov-08 6100 3.22 2.32x10° 7905 1:2 could not be Yes Ag CT2 V0005

V0006

calculated

% ] . Failed DMSO | Ag CT3 V0005

ATZ 01-Dec-08 14386 1.71 3.13x 10 6425 1:2 Negative No and Induction V0006
ATZ 13-Dec-08 3872 5.61 1.75x 10° | 8453 1:2 2.91x10° Yes Ag CVTO‘;&OOOS
BBP 16-Nov-08 3735 4.71 2.78x10° | 7245 1:2 7.86 x 107! Yes Ag %10}7200“
BBP 27-Nov-08 | 6209 3.12 2.06x 10° | 8322 1:2 3.29x 107! Yes Ag %20?’200“
BBP 01-Dec-08 4973 5.81 5.0x 10° 7832 1:2 9.20x107! Yes 23 CVTO3OYZOOH
DDT 16-Nov-08 3256 5.51 3.43x10° | 6875 1:5 1.59x 10™ Yes Ag CVT(;OX)OOW
DDT 27-Nov-08 | 4260 432 1.06x 10° | 8941 1:5 1.65x 10 Yes Ag \075(2)0\1/8009
DDT 01-Dec-08 8411 3.25 1.85x10° | 8673 1:5 1.33x 10" No Failed DMSO | 8 %30}30009
DDT 13-Dec-08 | 4260 0.72 Negative | 12758 1:5 Negative No Experimenter | Ag CT4 V0009

7 error. V0010
DDT 17-Dec-08 3535 3.86 1.04x10° | 8566 1:5 1.25x 10 Yes Ag CVTO%YOOOO9

EE 16-Nov-08 3735 4.71 2.78x10° | 7245 1:5 2.04x 10 Yes Ag \C,(l)(xgm !

EE 27-Nov-08 | 6209 3.12 2.06x10° | 8322 1:5 1.25x 10 Yes Ag %ZOYZOO”
EE 01-Dec-08 4973 5.81 5.0x 10° 7832 1:5 1.91x 10 Yes Ag %30?’200“
FLA 16-Nov-08 3640 4.40 329x10° | 8260 1:2 1.75 x 10° Yes Ag CVTOIOXSOOW
FLA 27-Nov-08 | 7980 2.59 2.69x10° | 9220 122 9.23x 10 No Failed DMSO | Ag CT2 V0007

and Induction V0008
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E2 Was
Reference Test Plate Reason Why .
Sul’)rs etjltnce Date DMSO | Induction’ Standard MET Substance "l]“Ee(s:t Szlbs/t;:;f)e Used for Plate Was Not Exp ;rll)ment
ECs, Dilution s0 (2 Data Used o
(ng/mL) Analysis

P ] . Failed DMSO | AgCT3 V0007

FLA 01-Dec-08 11137 247 1.78 x 10 7819 1:2 Negative No and Induction V0008
FLA 13-Dec-08 4609 433 148x10° | 8823 1:2 1.36 x 10° Yes Ag CVTO‘B(\);OOW
FLA 17-Dec-08 3743 5.22 829x 107 | 9285 1:2 1.59 x 10° Yes Ag %508’80007
GEN 16-Nov-08 | 3640 4.40 329x10° | 8260 1:5 8.33 x 107 Yes 23 CVTOBXSOOW
P ‘ . Failed DMSO | Ag CT2 V0007

GEN 27-Nov-08 | 7980 2.59 2.69x 10 9220 1:5 Negative No and Induction ST
P ] 2 Failed DMSO | Ag CT3 V0007

GEN 01-Dec-08 | 11137 2.47 1.78 x 10 7819 1:5 10.82 x 10 No ndinduction B
GEN 13-Dec-08 | 4609 433 148x10° | 8823 1:2 8.85x 107 Yes 23 CVTO‘LXSOOW

=7 . 2 Ag CT5

GEN 17-Dec-08 3743 5.22 829 x 10 9285 1:2 7.14x 10 Yes S

NON 16-Nov-08 | 3256 5.51 3.43x10° | 6875 1:2 7.81x 10" Yes Ag (ilTolo;’ooow
NON 27-Nov-08 | 4260 432 1.06 x 10° | 8941 1:2 3.13x 107 Yes Ag CT2 V0009

V00010
NON 01-Dec-08 8411 3.25 1.85x10° | 8673 1:2 7.22x 107! No Failed DMSO Ag %30?;0009
NON 13-Dec-08 | 4260 0.72 Negative | 12758 1:5 Negative No Experimenter | Ag CT4 V0009

7 error. V0010
NON 17-Dec-08 3535 3.86 1.04x10° | 8566 1:5 5.57x 107 Yes Ag %%}%0009
VIN 12-Nov-08 3805 4.84 5.26x107 6894 1:2 5.03x10™ Yes Ag %%8;0005
VIN 27-Nov-08 | 6100 3.22 232x10° | 7905 1:2 2430 x 10™ Yes Ag %TOZO(‘);OOOS

Positive but ECsg .

VIN 01-Dec-08 | 14386 171 3.13x10°° | 6425 12 could not be No Valledl DRI Aug CLD WLLE

and Induction V0006

calculated

VIN 13-Dec-08 3872 5.61 1.75x 10° | 8453 1:2 8.86 x 10! Yes Ag %%8160005

Abbreviations: ATZ = Atrazine; BBP = Butyl benzyl phthalate; DDT = o,p -DDT; DMSO = Dimethyl sulfoxide; ECs, = half-maximal effective concentration; EE = Ethinyl estradiol E2 = 178-estradiol;

FLA = Flavone; GEN = Genistein; 1.D. = Identification; MET = Methoxychlor; NON = p-n-nonylphenol; VIN =- Vinclozolin
'Induction for comprehensive test plates is measured by dividing the averaged highest E2 reference standard RLU value by the averaged DMSO control RLU value.
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Table A-9  Phase IIb Agonist Comprehensive Test Plates Tested at Hiyoshi
Test Ezsgifci;igce L llest ‘?]st‘:dl) :’3:? DR WL Experiment
Date DMSO | Induction' MET Substance Substance Plate Was Not P
Substance EC50 Dilution ECs, (ug/mL) Data Used L.D.
(ug/mL) so (Mg Analysis
ATZ 07-Nov-08 7922 2.27 2.07x10° 6706 1:2 Negative No Failed Induction AgCTTO81 1 07
-Ag4-1(fail)
Positive but an
ATZ 21-Nov-08 5735 4.32 3.75x 10° 8839 1:2 ECs could not Yes AgCTTO81121
-Ag4-2
be calculated
ATZ 04-Dec-08 | 8078 3.27 231x10° 9121 1:2 Negative Yes AgC_;F;Ig“gil 204
ATZ 25-Dec-08 7009 3.44 3.09x 106 7291 1:2 Negative Yes AgC_;l;”g(‘)fiﬂS
BBP 07-Nov-08 | 6886 3.46 212x10° | 7139 1:5 830x 10" Yes Agc_g??ll 107
BBP 21-Nov-08 | 5971 4.64 3.15x 10° 7212 1:5 9.93x 10" Yes Agc_fg?g 121
Positive but an
BBP 04-Dec-08 | 7410 3.06 2.46x10° 8949 1:5 ECs, could not Yes AgCTTO81204
Agl-3
be calculated
DDT 07-Nov-08 | 6886 3.46 2.12x10° 7139 1:5 2.70x 107! Yes Agc_g?z_;ll 107
DDT | 21-Nov-08 | 5971 4.64 315x10° | 7212 15 2.62x 10" Yes Agc_g(l’?zl 121
DDT 04-Dec-08 | 7410 3.06 246x10° | 8949 1:5 2.10x 10" Yes AgC_;l;”g(l)il204
Positive but an .
EE 07-Nov-08 | 13265 1.61 243x10° | 5821 1:5 ECs could not No Bl DM | AUy
and Induction -Ag2-1
be calculated
EE 21-Nov-08 | 5761 4.64 2.73x10° 6909 1:5 3.02x 10° Yes Ag(ﬁgg 121
EE 04-Dec-08 | 7897 3.06 1L79x10° | 9229 1:5 1.85x 107 Yes Agc_ggilzm
EE 19-Dec-08 | 4955 4.86 3.09x 10° 7838 1:5 2.58x 10° Yes Agc_ggﬁzw
FLA 07-Nov-08 | 13265 1.61 243x10° | 5821 15 Negative No Failed DMSO | AgCTTO081107
and Induction -Ag2-1
Positive but an
FLA 21-Nov-08 5761 4.64 2.73x 10 6909 1:5 ECs could not Yes AgC_’/F;Ig“(Z)?Zl 121

be calculated
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E2 Reference

Was Plate

Test Test Reason Why .
st Date DMSO | Induction' St MET Substance Substance el Plate Was Not L g aratin
Substance EC50 Dilution ECs, (ug/mL) Data Used L.D.
(ug/mL) so (Mg Analysis
Positive but an
FLA 04-Dec-08 | 7897 3.06 1.79x 10 9229 1:5 ECs could not Yes AgCTTO81204
-Ag2-3
be calculated
Positive but an
FLA 19-Dec-08 4955 4.86 3.09x 10° 7838 1:5 ECs5, could not Yes AgCTTO81219
-Ag2-4
be calculated
GEN | 07-Nov-08 | 4182 443 323x10° | 7482 15 5.14x 107 Yes Ag(EIT\ngfgll 107
GEN 21-Nov-08 | 5942 4.62 249x10° | 7176 1:5 12.13 x 107 Yes Agc_ggil 21
P ' 2 Failed DMSO | AgCTT081204
GEN 04-Dec-08 | 8836 3.04 2.60 x 10 10409 1:5 14.10x 10 No Acoeptance AG3-3(fail)
GEN | 19-Dec-08 | 5053 4.82 3.02x10° | 7265 15 1610 x 10° Yes Ag(EIT\ngﬂzlg
GEN 25-Dec-08 | 6665 3.48 272x10° | 7748 1:5 14.03 x 107 Yes AgC_;l;”lg;g?slﬂS
NON 07-Nov-08 7922 2.27 2.07x10° 6706 1:2 Negative No Failed Induction AgCTTO81 1 o7
-Ag4-1(fail)
NON | 21-Nov-08 | 5735 432 375x10° | 8839 12 1.33x 10° Yes Agc_ggiml
NON 04-Dec-08 | 8078 3.27 231x10° 9121 1:2 1.24x 10° Yes AgC_;l;l;iiUM
Positive but an
NON 25-Dec-08 7009 3.44 3.09x 10° 7291 1:2 ECs5, could not Yes AgCTTO81225
-Agd-4
be calculated
VIN | 07-Nov-08 | 4182 443 323x10° | 7482 122 Negative Yes Ag(“:/ggil 107
Positive but an
VIN 21-Nov-08 | 5942 4.62 2.49x10° 7176 1:2 ECs, could not Yes AgCIT\Togl 121
-Ag3-2
be calculated
Positive but an .
VIN 04-Dec-08 | 8836 3.04 2.60x10° | 10409 1:2 ECs, could not No RSNG| AECUI AL
Acceptance -AG3-3(fail)
be calculated
VIN 19-Dec-08 5053 4.82 3.02x 106 7265 1:2 Negative Yes Agc_};ggiizw
VIN 25-Dec-08 6665 3.48 2.72x10° 7748 1:2 Negative Yes AgC_”ll;”lg"(;f_Ssl 22

Abbreviations: ATZ = Atrazine; BBP = Butyl benzyl phthalate; DDT = o,p -DDT; DMSO = Dimethyl sulfoxide; ECs, = half-maximal effective concentration; EE = Ethinyl estradiol E2 = 178-estradiol;

FLA = Flavone; GEN = Genistein; I.D. = Identification; MET = Methoxychlor; NON = p-n-nonylphenol; VIN =- Vinclozolin
'Induction for comprehensive test plates is measured by dividing the averaged highest E2 reference standard RLU value by the averaged DMSO control RLU value.
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Ral/E2

Was Plate

Test Reason Why
Test Date DMSO | Reduction' Reference E2 Fla\E2 Substance Test Substance Used for Plate Was Not Experiment I.D.
Substance Standard Cont Cont o e ICsy (ng/mL) Data
Dilution . Used
ICsy (ng/mL) Analysis
4 ) . XIIbX0023-
API 16-Nov-08 1733 16.36 6.28x 10 7154 1608 1:2 Negative Yes X0024CTAntl
P ‘ . XIIbX0023-
API 18-Nov-08 930 8.77 4.56x 10 9047 4631 1:2 Negative Yes X0024CTAnt2
4 . . XIIbX0023-
API 19-Nov-08 1749 14.43 5.60x 10 8042 2891 1:2 Negative Yes X0024CTAnt3
4 . . XIIbX0023-
ATZ 16-Nov-08 1733 16.36 6.28 x 10 7154 1608 1:2 Negative Yes X0024CTAntl
Positive but an
ATZ 18-Nov-08 930 8.77 456x 10 9047 4631 1:2 1Cs, value could Yes XIIbX0023-
X0024CTAnt2
not be calculated
4 . . XIIbX0023-
ATZ 19-Nov-08 1749 14.43 5.60x 10 8042 2891 1:2 Negative Yes X0024CTAnt3
Positive but an
BBP 14-Nov-08 2635 12.50 5.23x 10 8147 3314 1:2 ICs, value could Yes XIIbX0021-
X0022CTAnt1
not be calculated
Positive but an
BBP 16-Nov-08 1542 11.88 6.32x 10 8364 2180 1:2 1Cs, value could Yes XIIbX0021-
X0022CTAnt2
not be calculated
Positive but an
BBP 18-Nov-08 964 9.18 3.37x10* 9795 5993 1:2 ICs, value could Yes XIIbX0021-
X0022CTAnt3
not be calculated
Positive but an
CORT 14-Nov-08 2635 12.50 5.23x 10™ 8147 3314 1:2 1Cs, value could Yes XIIbX0021-
X0022CTAntl
not be calculated
Positive but an
CORT 16-Nov-08 1542 11.88 6.32x 10 8364 2180 1:2 ICs, value could Yes XIIbX0021-
X0022CTAnt2
not be calculated
Positive but an
CORT 18-Nov-08 964 9.18 3.37x10* 9795 5993 1:2 1Cs, value could Yes XIIbX0021-
X0022CTAnt3
not be calculated
4 . . XIIbX0017-
DDT 13-Nov-08 2714 8.88 4.41x 10 7701 3349 1:2 Negative Yes X0018CTAnt]
P . . XIIbX0017-
DDT 14-Nov-08 1639 8.90 5.50x 10 7826 3132 1:2 Negative Yes X0018CTANt2
P ‘ . XIIbX0017-
DDT 16-Nov-08 1781 10.57 6.69x 10 7814 1601 1:2 Negative Yes X0018CTANt3
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Ral/E2

Was Plate

Test Reason Why
Test Date DMSO | Reduction' Reference E2 Fla\E2 Substance Test Substance Used for Plate Was Not Experiment I.D.
Substance Standard Cont Cont o e ICsy (ng/mL) Data
Dilution . Used
ICs (ng/mL) Analysis
Positive but an
FLA 13-Nov-08 2773 11.92 5.53x 10" 8316 3635 1:2 1Cs, value could Yes 2RI
X0020CTAnt1
not be calculated
Positive but an
FLA 14-Nov-08 1941 10.29 5.51x 10™ 8955 3598 1:2 ICs, value could Yes AL
X0020CTAnt2
not be calculated
Positive but an
FLA 16-Nov-08 2516 13.16 6.34x 10 7945 2042 1:2 1C5q value could Yes 2RI
X0020CTAnt3
not be calculated
4 ) . XIIbX0019-
GEN 13-Nov-08 2773 11.92 5.53x 10 8316 3635 1:2 Negative Yes X0020CTAnt1
4 . . XIIbX0019-
GEN 14-Nov-08 1941 10.29 5.51x 10 8955 3598 1:2 Negative Yes X0020CTAnt2
Positive but an
GEN 16-Nov-08 2516 13.16 6.34x 10™ 7945 2042 1:2 1Cs, value could Yes XIIbX0019-
X0020CTAnt3
not be calculated
4 . . XIIbX0017-
RES 13-Nov-08 2714 8.88 441 x 10 7701 3349 1:2 Negative Yes X0018CTAntl
4 . . XIIbX0017-
RES 14-Nov-08 1639 8.90 5.50x 10 7826 3132 1:2 Negative Yes X0018CTAnt2
4 ) . XIIbX0017-
RES 16-Nov-08 1781 10.57 6.69 x 10 7814 1601 1:2 Negative Yes X0018CTAnR

Abbreviations: API = Apigenin; ATZ = Atrazine; BBP = Butyl benzyl phthalate; Cont = Control; CORT = Corticosterone; DDT = o,p -DDT; DMSO = Dimethyl sulfoxide; E2 = 17B-estradiol; Fla =
Flavone; GEN = Genistein; ICso = half-maximal inhibitory concentration; I.D. = Identification; Ral = Raloxifene HCI; RES = Resveratrol

'Reduction for comprehensive test plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the lowest averaged Ral/E2 reference standard RLU value.
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Phase IIb Antagonist Plates Tested at ECVAM

November 8, 2010

Ral/E2 Test Was Plate Reason Why
s Date DMSO Reduction’ Ly 132 Ll 2 Substance B Uil inn Plate Was Not Experiment L.D.
Substance Standard Cont Cont o e ICsy (ng/mL) Data
Dilution . Used
ICsy (ng/mL) Analysis
3 ) . Ral\E2 Curve Anta CT1 V0089
API 20-Nov-08 3675 7.51 1.44x 10 8597 1199 122 Negative No not Sigmoidal V0090
API 05-Dec-08 | 10088 6.40 6.42x10* | 10047 | -1607 12 Negative No Failed DMSO | - Anta CT2 V0089
Acceptance V0090
Positive but an
API 09-Dec-08 4134 6.31 7.88x 10 9141 1264 12 ICs, could not Yes Anta CT3 V0089
V0090
be calculated
API 13-Dec-08 4147 5.37 6.18x 10* | 10707 | 1600 1:2 Negative Yes Anta \c}gggzoow
Positive but an
API 17-Dec-08 | 5449 6.40 6.16x 10" | 7938 | 4s84 1:2 IC5 could not Yes Anta CT> V0089
V0090
be calculated
Positive but an
ATZ 20-Nov-08 | 3118 7.72 137x10° | 8818 860 1:2 ICso could not No RalE2 Curve - - Anta CT1 V0087
not Sigmoidal V0088
be calculated
ATZ 05-Dec-08 | 9946 5.81 423x10% | 7025 | -635 1:2 Negative No Failed DMSO | - Anta CT2 V0087
Acceptance V0088
Positive but an
ATZ 09-Dec-08 3212 7.72 5.86x 10 9221 1075 12 ICs, could not Yes St G YUY
V0088
be calculated
Positive but an
ATZ 13-Dec-08 4427 5.87 6.03x 10 9053 1577 122 ICs, could not Yes i (CILE VRIS
V0088
be calculated
Positive but an
ATZ 17-Dec-08 5053 6.90 6.46 x 10 8435 419 12 IC5, could not Yes i (12 YISy
V0088
be calculated
BBP 20-Nov-08 2522 6.07 2.93x 10 10399 1321 122 Negative Yes Anta 53018\6’0085
Positive but an .
BBP 05-Dec-08 14111 5.41 470 x 10 11625 | -8081 122 ICs, could not No Failed DMSO | Anta CT2 V0085
Acceptance V0086
be calculated
Positive but an
BBP 09-Dec-08 3217 7.05 592x10* 9226 755 12 ICs could not Yes Anta CT3 V0085
V0086
be calculated
BBP 13-Dec-08 | 5577 6.40 6.00x 10* | 10010 | 603 1:2 Negative Yes Anta 5538\6’0085
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Ral/E2 Test Was Plate Reason Why
fless Date DMSO Reduction’ LEEroies e LI 0 Substance U e sl o Plate Was Not Experiment 1.D.
Substance Standard Cont Cont o e ICsy (ng/mL) Data
Dilution . Used
ICs (ng/mL) Analysis
Positive but an
CORT 20-Nov-08 2522 6.07 2.93x 10* 10399 | 1321 1:2 ICs, could not Yes Anta CT1 V0083
V0086
be calculated
CORT | 05-Dec-08 | 14111 5.41 470x10* | 11625 | -8081 1:2 479x 107! No Failed DMSO | - Anta CT2 V0083
Acceptance V0086
CORT 09-Dec-08 3217 7.05 592x 10" 9226 755 1:2 3.98x 10" Yes Anta 5338\6’0085
CORT 13-Dec-08 5577 6.40 6.00x 10" | 10010 603 1:2 5.15x 10" Yes Anta 5538\6’0085
Positive but an
DDT | 20-Nov-08 | 2654 7.16 3.74x 10" | 10319 | 694 1:2 IC5 could not Yes Anta CT1 V0083
V0084
be calculated
DDT 05-Dec-08 | 14948 5.89 437x10* | 9685 | -16714 12 Negative No Failed DMSO | - Anta CT2 V0083
Acceptance V0084
DDT 09-Dec-08 | 5398 7.02 6.80x 10* | 9454 | -286 1:2 Negative Yes Anta %381’0083
Positive but an
DDT 13-Dec-08 4794 6.58 559x 10* 8373 185 1:2 ICs, could not Yes Anta CT4 V0083
V0084
be calculated
Positive but an
FLA 20-Nov-08 | 3675 7.51 144x10° | 8597 | 1199 1:2 ICso could not No RalE2 Curve -\ - Anta CT1 V0089
not Sigmoidal V0090
be calculated
Positive but an .
FLA 05-Dec-08 | 10088 6.40 642x10™ | 10047 | -1607 12 IC5 could not No Failed DMSO )~ Anta CT2 V0089
Acceptance V0090
be calculated
Positive but an
FLA 09-Dec-08 4134 6.31 7.88x 10 9141 1264 1:2 ICs, could not Yes Anta CT3 V0089
V0090
be calculated
Positive but an
FLA 13-Dec-08 | 4147 5.37 6.18x 10" | 10707 | 1600 12 IC5 could not Yes Anta CT4 V0089
V0090
be calculated
Positive but an
FLA 17-Dec-08 5449 6.40 6.16x 10 7938 484 1:2 ICs, could not Yes Anta CTS V0089
V0090
be calculated
Positive but an
GEN 20-Nov-08 2654 7.16 3.74x 10* 10319 694 1:2 ICs, could not Yes Anta CT1 V0083
V0084
be calculated
Positive but an .
GEN 05-Dec-08 | 14948 5.89 437x 10" 9685 | -16714 1:2 ICs could not No Failed DMSO | - Anta CT2 V0083
be calculated Acceptance V0084
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Ral/E2 Test Was Plate Reason Why
Test Date DMSO | Reduction' Reference E2 Fla\E2 Substance Test Substance Used for Plate Was Not Experiment I.D.
Substance Standard Cont Cont o e ICsy (ng/mL) Data
Dilution . Used
ICsy (ng/mL) Analysis
Positive but an

GEN 09-Dec-08 5398 7.02 6.80x 10°* 9454 286 1:2 ICs could not Yes Anta CT3 V0083

V0084

be calculated
Positive but an

GEN 13-Dec-08 4794 6.58 559 x 10" 8373 185 122 IC5, could not Yes Anta CT4 V0083

V0084

be calculated

RES 20-Nov-08 | 3118 7.72 137x10° | 8818 860 1:2 1.42x 10" No g2 Qo tin G VR0

not Sigmoidal V0088
RES 05-Dec-08 9946 5.81 423 x 10 7025 635 12 126 x 10" No lreliee LSO - e CUZ WD

Acceptance V0088
RES 09-Dec-08 3212 7.72 5.86x 10 9221 1075 12 137 x 10" Yes Al \(;‘338;’0087
RES 13-Dec-08 4427 5.87 6.03x 10 9053 1577 122 1.70 x 10" Yes A 535‘8;/0087
RES 17-Dec-08 5053 6.90 6.46x 10 8435 419 12 1.53 x 10" Yes s 5538?510087

Abbreviations: API = Apigenin; ATZ = Atrazine; BBP = Butyl benzyl phthalate; Cont = Control; CORT = Corticosterone; DDT = o,p -DDT; DMSO = Dimethyl sulfoxide; E2 = 17B-estradiol; Fla =
Flavone; GEN = Genistein; ICso = half-maximal inhibitory concentration; I.D. = Identification; Ral = Raloxifene HCI; RES = Resveratrol

'Reduction for comprehensive test plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the lowest averaged Ral/E2 reference standard RLU value.
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Ral/E2 Was Plate
Test Referen E2 | FlaE2 A LG Used for | _ceason Why
es Date DMSO Reduction’ elerence a Substance Substance sed 10 Plate Was Not Experiment L.D.
Substance Standard Cont Cont Dilution ICsy (ng/mL) Data Used
ICsy (ug/mL) s0 (Mg Analysis
API 14-Nov-08 6047 8.81 7.42x 10 5575 99 1:2 Negative Yes Anthr”lft(z)?ll 114-
Positive but
API 29-Nov-08 7139 11.27 7.80 x 10™ 5105 4 1:2 ICs, could not Yes AntCTT081129-
Ant2-2
be calculated
Positive but
API 12-Dec-08 5814 11.13 6.58 x 10™ 5790 174 1:2 1Csq could not Yes AntCTTO81212-
Ant2-3
be calculated
Positive but
API 19-Dec-08 5602 9.41 6.83x 10 6018 344 1:2 ICs, could not Yes AntCTTO81219-
Ant2-4
be calculated
Positive but
ATZ 14-Nov-08 5231 12.90 7.24x 10 5379 22 1:2 ICs, could not Yes e
Ant4-1
be calculated
Positive but
ATZ 29-Nov-08 6421 11.60 7.92x 10 4569 189 1:2 1C5, could not Yes AECITIDEI22
Ant4-2
be calculated
Positive but
ATZ 12-Dec-08 7053 7.92 6.97x 10* 5361 90 1:2 ICs, could not Yes e
Ant4-3
be calculated
Positive but
BBP 14-Nov-08 6338 9.82 7.43x 10" 5135 -26 1:2 ICs, could not Yes AntCTTO81114-
Antl-1
be calculated
BBP 29-Nov-08 7789 8.79 7.80x 10™* 5939 -336 1:2 Negative Yes Amc:i??zl 129-
BBP 12-Dec-08 5143 11.37 7.20x 10 5181 223 1:2 Negative Yes AntCl;th(l)?; 212-
Positive but
BBP 19-Dec-08 5250 9.58 6.65x 10 5409 422 1:2 ICs, could not Yes AntCTTO81219-
Antl-4
be calculated
Positive but
CORT 14-Nov-08 4633 14.31 7.21x10* 4603 30 1:2 ICs, could not Yes AmiCTITEI14=
Ant3-1
be calculated
Positive but
CORT 29-Nov-08 7336 11.15 9.78 x 10°* 4522 94 1:2 1C5, could not Yes ARRCITIO 285
Ant3-2
be calculated
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Ral/E2 Was Plate
Test Reference E2 | Fla\E2 st Test Used for | Reason Why
Date DMSO | Reduction' Substance Substance Plate Was Not Experiment L.D.
Substance Standard Cont Cont Dilution ICsy (ng/mL) Data Used
ICsy (ug/mL) s0 (Mg Analysis
Positive but
CORT | 12-Dec-08 | 7992 11.46 7.13x10* | 5197 | -113 12 | ICscouldnot | Yes AntCTTO81212-
Ant3-3
be calculated
Positive but
DDT | 14-Nov-08 | 6338 9.82 743x10% | 5135 | 26 12 ICsocouldnot | Yes AntCTTO8I114-
Antl-1
be calculated
DDT | 29-Nov-08 | 7789 8.79 780x 10* | 5939 | -336 12 Negative Yes AmCITOS 129-
DDT | 12-Dec08 | 5143 11.37 720x 10* | 5181 | 223 12 Negative Yes AmCIIO8 212
Positive but
DDT | 19-Dec-08 | 5250 9.58 6.65x10% | 5400 | 422 12 ICsocouldnot | Yes AntCTTOBI219-
Antl-4
be calculated
FLA 14-Nov-08 | 6047 8.81 742x10% | 5575 99 1:2 Negative Yes AmCITOS 114
FLA | 29-Nov-08 | 7139 11.27 7.80x10* | 5105 4 1:2 Negative Yes AmCLTO8 129-
FLA 12-Dec-08 | 5814 11.13 6.58x 10" | 5790 174 1:2 Negative Yes AntC/;f;(;i_;;ﬂZ-
FLA 19-Dec-08 | 5602 9.41 683x10% | 6018 | 344 1:2 Negative Yes AmCITOS 219-
GEN 14-Nov-08 | 5231 12.90 724x10% | 5379 2 12 Negative Yes AmCITOS 114
GEN 29-Nov-08 | 6421 11.60 7.92x 10 4569 189 122 Negative Yes Amcggt(le 129-
GEN | 12-Dec-08 | 7053 7.92 697x10% | 5361 90 12 Negative Yes AmCITOS 1212-
RES 14-Nov-08 | 4633 14.31 721x10% | 4603 30 12 2.49x 10' Yes AnCLIOS 14
RES 29-Nov-08 | 7336 11.15 9.78x 107 | 4522 94 1:2 2.32x 10’ Yes Amc/;fggil LR
RES 12-Dec-08 | 7992 11.46 713x10* | 5197 | -113 1:2 2.60 x 10' Yes AmCITOS 212-

Abbreviations: API = Apigenin; ATZ = Atrazine; BB = Butyl benzyl phthalate; Cont = Control; CORT = Corticosterone; DDT = o,p -DDT; DMSO = Dimethyl sulfoxide; E2 = 17B-estradiol; Fla =
Flavone; GEN = Genistein; ICsy = half-maximal inhibitory concentration; I.D. = Identification; Ral = Raloxifene HCl; RES = Resveratrol

'Reduction for comprehensive test plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the lowest averaged Ral/E2 reference standard RLU value.
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Table A- Phase IIb Repeat Testing at ECVAM - Agonist Comprehensive Test Plates
E2
Test Reference Test Test ‘?I;S‘::Eie Reason Why
Date DMSO | Induction' Standard MET | Substance Substance Plate Was Not Experiment 1.D.
Substance PN Data
ECs5 Dilution ECs) (ng/mL) A . Used
nalysis
(ng/mL)
Positive, but
6 ) an ECs, could Ag CT1 V0027
ATZ 20-May-09 1917 14.46 1.83x 10 5798 1:5 1ot be Yes V2001
calculated
% ) -1 Ag CT2 V2001
ATZ 27-May-09 2599 10.77 1.68 x 10 7592 1:5 5.65x 10 Yes CT1 V0045
aiolglctwec,:&llg Ag CT3 V2001
ATZ 10-Jun-09 3340 8.29 2.94x10° 8196 1:5 0 Yes E2 control old
not be
DMSO
calculated
-6 . 0 Ag CT1 V2001
ATZ 27-Jun-09 2382 12.20 1.31x 10 7166 1:5 2.06x 10 Yes V2002 NEW
Positive, but
7 . an ECs, could Ag CT2 V2001
ATZ 30-Sep-09 1795 11.71 5.54x 10 6698 1:5 ot be Yes V2002 NEW
calculated
Positive, but Positive, but Faﬂce:ngg/llso
an ECs . an ECs; could . Ag CT3 V2001
ATZ 07-Oct-09 32761 0.97 could not be 11761 1:5 ot be No Induction, E2 V2002 NEW
Reference
calculated calculated
Standard
Positive, but
6 ) an ECsg could Ag CT4 V2001
ATZ 14-Oct-09 3196 7.72 3.15x 10 8076 1:5 1ot be Yes V2002 NEW
calculated
Positive, but
6 . an ECs, could Ag CT1 V2001
VIN 27-Jun-09 2382 12.20 1.31x10 7166 1:2 ot be Yes V2002 NEW
calculated
Positive, but
7 ) an ECs, could Ag CT2 V2001
VIN 30-Sep-09 1795 11.71 5.54x 10 6698 1:2 ot be Yes V2002 NEW
calculated
Positive, but Falée;in]t)r(lz/llso
an ECs ) . . Ag CT3 V2001
VIN 07-Oct-09 32761 0.97 could not be 11761 1:2 Negative No Induction, E2 V2002 NEW
Reference
calculated
Standard
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E2
Test Reference Test Test \?’J::;;zie Reason Why
Date DMSO | Induction' Standard MET | Substance Substance Plate Was Not | Experiment I.D.
Substance e Data
ECs Dilution ECsy (ng/mL) . Used
Analysis
(ng/mL)
6 ) . Ag CT4 V2001
VIN 14-Oct-09 3196 7.72 3.15x 10 8076 1:2 Negative Yes V2002 NEW
Table A-1 Phase IIb Repeat Testing at Hiyoshi — Antagonist Comprehensive Test Plates
Ral/E2 Was Plate
Test Test Reason Why
et Date DMSO Reduction’ Ligiafaies — Ll Substance Substance Wi s Plate Was Not Experiment L.D.
Substance Standard Cont Cont Dilution ICsy (ng/mL) Data Used
ICs, (ng/mL) s0 (18 Analysis
Used wrong
FLA 01-Apr-09 6047 8.81 7.42x 10 5575 99 122 Negative Yes? concentrations AntCTTO81101-
AntAdd-1
of FLA
Positive, but
4 ) an ICsy could AntCTTO081114-
FLA 23-Apr-09 3730 11.34 4.93x 10 5660 387 1:2 ot be Yes AntAdd-2
calculated
Positive but
3 ) an 1Cs, value Failed DMSO AntCTTO81114-
FLA 23-Apr-09 9806 10.40 1.30x 10 3767 1094 1:2 could not be No Control AntAdd-3
calculated
Positive but
4 ) an ICs, value Failed DMSO AntCTTO081114-
FLA 12-May-09 12103 8.62 6.11x 10 4695 377 1:2 could not be No Control AntAdd-4
calculated
Positive but
4 ) an 1Cs, value Failed DMSO AntCTTO81114-
FLA 15-May-09 8857 7.27 7.13x 10 4935 1011 1:2 could not be No Control AntAdd-5
calculated
Positive but
4 . an 1Cs, value AntCTTO81114-
FLA 22-May-09 4248 10.15 5.50x 10 5363 1293 1:2 could not be Yes AntAdd-6
calculated
Positive but
4 ) an ICs, value AntCTTO81101-
FLA 29-May-09 4983 9.49 6.43x 10 5247 1187 1:2 could not be Yes AntAdd-7
calculated
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Ral/E2

Was Plate

Test Test Reason Why
SulTs izltnce Date DMSO Reduction’ l;f:f::;rc; le)fl ¢ F(l:z:)\ll:ltl Substance Substance Ui;:t;or Plate Was Not Experiment LI.D.
Dilution ICs (ng/mL) . Used
ICsy (ng/mL) Analysis
Used wrong
GEN 01-Apr-09 6047 8.81 7.42x 10" 5575 99 1:2 Negative Yes® concentrations AntCTTO1101-
AntAdd-1
of GEN
4 . 1 AntCTTO81114-
GEN 23-Apr-09 3730 11.34 493x 10 5660 387 1:2 2.56x 10 Yes AntAdd-2
Positive but
3 ) an 1Cs, value Failed DMSO AntCTTO81114-
GEN 23-Apr-09 9806 10.40 1.30x 10 3767 1094 1:2 could not be No Control AntAdd-3
calculated
Positive but
4 . an 1Cs, value Failed DMSO AntCTTO81114-
GEN 12-May-09 12103 8.62 6.11x 10 4695 377 1:2 could not be No Control AntAdd-4
calculated
Positive but
4 ) an ICs, value Failed DMSO AntCTTO81114-
GEN 15-May-09 8857 7.27 7.13x 10 4935 1011 1:2 could not be No Conirol AntAdd-5
calculated
Positive but
4 . an 1Cs, value AntCTTO81114-
GEN 22-May-09 4248 10.15 5.50x 10 5363 1293 1:2 could not be Yes AntAdd-6
calculated
Positive but
4 . an ICs, value AntCTTO081101-
GEN 29-May-09 4983 9.49 6.43x 10 5247 1187 1:2 could not be Yes AntAdd-7

calculated

Abbreviations: Cont = Control; DMSO = Dimethyl sulfoxide; E2 = 17B-estradiol; Fla = Flavone; GEN = Genistein; ICsy = half-maximal inhibitory

concentration; I.D. = Identification; Ral = Raloxifene HCI
'Reduction for comprehensive test plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the lowest averaged Ral/E2
reference standard RLU value.
?Abnormal test substance response during this experiment led to the shipment of replacement coded test substance to Hiyoshi
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Table A-1 New Experimenter Proficiency Testing at XDS — Agonist Range Finder
Was Plate Used
Experiment I.D. Date Induction’ DMSO for Data Reason Why Plate
. Was Not Used
Analysis
lumi agonist 1 27 2009 | 27-Jan-09 3.33 1618 Yes

'Induction for range finder plates is measured by dividing the averaged highest
E2 reference standard RLU value by the averaged DMSO control RLU value.

Table A-2 New Experimenter Proficiency Testing at XDS — Antagonist Range Finder
Was Plate
Experiment L.D. Date Reduction' DMSO Used for LI UGS
q Not Used
Data Analysis
lumi antagonist 1 27
2009 27 Jun 09 4.32 2295 Yes

'Reduction for range finder plates is measured by dividing the averaged highest
Ral/E2 reference standard RLU value by the averaged DMSO control RLU value.

November 8, 2010

Table A-4 New Experimenter Proficiency Testing at XDS — Agonist Comprehensive Test Plates
E2
Test Reference Test Test VIVJ:‘SE;E? Reason Why
Date DMSO | Induction' Standard MET Substance Substance Plate Was Not | Experiment L.D.
Substance e Data
ECs Dilution ECsy (ng/mL) A . Used
nalysis
(ug/mL)
Failed DMSO,
. ) . E2 Reference AgCT X0010 X
ATZ 06-Mar-09 13029 1.09 Negative 35581 1:5 Negative No Standard, 0015 030609
Induction
5 ) b Abnormal cell AgCT X0015 X
ATZ 31-Mar-09 1499 3.24 1.39x 10 3413 1:5 528x 10 No arowth 009 033109
Lumi agonist 4
-6 X 5 11
ATZ 11-Apr-09 642 11.25 3.03x 10 4437 1:5 432x10 Yes 2009 X0015_X0
016
Positive but an
-6 . XPTX0010X002
ATZ 01-May-09 572 5.40 3.14x 10 7557 1:5 ECs value Yes 3AGCT090501
could not be
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E2
Test Reference Test Test \?’J::;;zie Reason Why
Date DMSO | Induction' Standard MET Substance Substance Plate Was Not | Experiment I.D.
Substance S Data
ECs Dilution ECsy (ng/mL) . Used
(ug/mL) Analysis
Positive but an
6 . ECs value XPTX0023AGC
ATZ 07-May-09 1049 3.89 422x 10 5300 1:5 could not be Yes T090507
calculated
Positive but
an ECsg Failed DMSO,
BPA 06-Mar-09 12823 1.22 value could -6995 1:5 Negative No Induction, and AgCT_X0094_X
009 030609
not be MET
calculated
6 . 2 XPTX0085X009
BPA 16-Apr-09 1152 3.17 2.28x 10 2809 1:5 4.11x 10 Yes AAGCT090416
Positive but an
6 ) ECs value . . XPTX0094X008
BPA 30-Apr-09 7755 1.82 1.83x 10 3314 1:5 could not be No Failed Induction SAGCT090430
calculated
6 ) 2 XPTX0085X009
BPA 01-May-09 647 5.02 3.50x 10 5214 1:5 7.23x 10 Yes 4AGCT090501
Failed DMSO,
DES 06-Mar-09 13510 1.02 Negative -74511 1:5 Negative No Induction, and AgCT_X0085_X
MET 0016 030609
6 . 7 XPTX0085X009
DES 16-Apr-09 1152 3.17 2.28x 10 2809 1:5 6.34x 10 Yes AAGCT090416
6 . 6 . . XPTX0094X008
DES 30-Apr-09 7755 1.82 1.83x 10 3314 1:5 2.86x 10 No Failed Induction 5SAGCT090430
6 . 5 XPTX0085X009
DES 01-May-09 647 5.02 3.50x 10 5214 1:5 2.59x 10 Yes 4AGCT090501
6 . 5 XPTX0085X001
DES 07-May-09 2962 3.18 3.75x 10 4650 1:5 1.66 x 10 Yes 0AGCT090507
Failed DMSO,
EE 06-Mar-09 13510 1.02 Negative -74511 1:5 Negative No Induction, and AgCT_X0085_X
0016 030609
MET
Lumi agonist 4
6 . _6 11
EE 11-Apr-09 642 11.25 3.03x 10 4437 1:5 2.71x 10 Yes 2009 X0015 X0
016
Positive but an Lumi agonist 4
7 . ECs, value . . 18
EE 18-Apr-08 1228 3.00 7.20x 10 5288 1:5 could not be No Failed Induction 2009 X0010_ X0
calculated 016

K4-23




DRAFT ICCVAM BRD — BG1Luc ER TA: Annex K4
PREDECISIONAL MATERIAL: DO NOT CITE, QUOTE, OR DISTRIBUTE

November 8, 2010

E2
Test Reference Test Test \?’J::;;zie Reason Why
Date DMSO | Induction' Standard MET Substance Substance Plate Was Not | Experiment I.D.
Substance o . Data
ECs Dilution ECsy (ng/mL) . Used
Analysis
(ng/mL)
% ) % XPTX0016X001
EE 07-May-09 2584 3.35 3.35x 10 5973 1:5 1.25x 10 Yes 0AGCT090507
Positive but an
% ) XPTX0010X002
NON 01-May-09 572 5.40 3.14x 10 7557 1:5 ECs, value Yes 3AGCT090501
could not be
Positive but an Failed DMSO,
. . EC;sq value E2 Reference AgCT_X0010_X
NON 06-Mar-09 13029 1.09 Negative 35581 1:5 could not be No Standard, 0015 030609
calculated Induction
Positive but an
6 . ECs, value AgCT X0009 X
NON 11-Mar-09 206 9.07 2.68 x 10 5216 1:5 could not be Yes 0010 031109
calculated
Positive but an Lumi agonist 4
7 . ECs, value . . 18
NON 18-Apr-08 1228 3.00 7.20x 10 5288 1:5 could not be No Failed Induction 2009 X0010_X0
calculated 016
Positive but an
% ) ECs, value XPTX0016X001
NON 07-May-09 2584 3.35 3.35x 10 5973 1:5 could not be Yes 0AGCT090507
calculated
Positive but an
6 . ECs value XPTX0085X001
NON 07-May-09 2962 3.18 3.75x 10 4650 1:5 could not be Yes 0AGCT090507
calculated
Positive but
an ECs, Failed DMSO,
VIN 06-Mar-09 12823 1.22 value could -6995 1:5 Negative No Induction, and AgCT_X0094_X
009 030609
not be MET
calculated
Positive but an
6 . ECs value AgCT _X0009 X
VIN 11-Mar-09 206 9.07 2.68 x 10 5216 1:5 could not be Yes 0010 031109
calculated
Positive but an
5 . ECs value Abnormal cell AgCT X0015 X
VIN 31-Mar-09 1499 3.24 1.39x 10 3413 1:5 could not be No arowth 009 033109
calculated
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Abbreviations: ATZ = Atrazine; BPA = Bisphenol A; DES = Diethylstilbestrol; DMSO = Dimethyl sulfoxide; ECs, = half maximal effective concentration;
E2 = 17B-estradiol; EE = 17a-ethinyl estradiol; I.D. = Identification; NON = Nonylphenol; Vin = Vinclozolin
'Induction for comprehensive test plates is measured by dividing the averaged highest E2 reference standard RLU value by the averaged

November 8, 2010

DMSO control RLU value.
Table A- New Experimenter Proficiency Testing (and Phase IIb Retests) at XDS — Antagonist Comprehensive Test Plates
Ral/E2 Was Plate
Test Test Reason Why
Test Date DMSO | Reduction’ B0 E2 L Substance Substance s Plate Was Not Experiment L.D.
Substance Standard Cont Cont Dilution ICsy (ng/mL) Data Used
ICs, (ng/mL) so(1g Analysis
4 ) 1 XPTX0011X0054A
API 03-May-09 3253 6.98 7.94x 10 6447 2705 1:2 2.56x 10 Yes NTCT090503 1
4 . 1 XPTX0011X0054A
API 03-May-09 3133 4.27 7.34x 10 6995 6096 1:2 2.48x 10 Yes NTCT090503_2
Positive but
4 . an ICs, value XPTX0011X0054A
API 07-May-09 3224 8.10 7.20x 10 6575 2768 1:2 could not be Yes NTCT090507
calculated
Positive but
4 ) an ICs, value XPTX0023X0017A
ATZ 07-May-09 2489 6.10 5.94x 10 7893 2799 1:2 could not be Yes NTCT090507
calculated
ATZ 22-May-09 1943 6.39 7.45x 10 8366 5097 1:2 Negative Yes XPT)fr(z)()91()95)2((2)023C
ATZ 22-May-09 5231 9.37 8.75x 10 5811 -836 1:2 Negative Yes XPT%%%E%);O;)Z}C
3 ) . Failed E2, XPTX0019X0023A
ATZ 09-Jun-09 912 3.83 1.16x 10 -3995 237690 1:2 Negative No FLA\E2 NTCT090609
4 ) . Failed E2. XPTX0019X0023A
ATZ 26-Jun-09 1245 6.06 7.70x 10 9355 3563 1:2 Negative No FLA\E2 NTCT090630
Positive but 2009-11-
ATZ 24-Nov-09 | 5009 5.18 464x 10" 8575 1410 1:2 an ICs, value Yes 24XPIITAntCTX008
could not be 2X0023
calculated
Experimenter 2009-11-4-
ATZ 05-Nov-09 926 13.02 3.13x10% 8387 3465 1:2 Negative Yes perror XPIITANTCTX0023
X0065
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DRAFT ICCVAM BRD — BG1Luc ER TA: Annex K4
PREDECISIONAL MATERIAL: DO NOT CITE, QUOTE, OR DISTRIBUTE

November 8, 2010

Ral/E2

Was Plate

Test Test Reason Why
SulTs izltnce Date DMSO | Reduction' l;f:f::;rc; le)fl ¢ F(l:z:)\ll:ltl Substance Substance Ui;:t;or Plate Was Not Experiment L.D.
Dilution ICs (ng/mL) . Used
ICsy (ng/mL) Analysis
3 ) . Failed E2. XPTX0020X0021A
CORT 30-Apr-09 11983 7.92 1.12x 10 6558 -4711 1:2 Negative No FLA\E2 NTCT090430
4 ) . XPTX0020X0021A
CORT 01-May-09 661 5.38 7.49x 10 6792 3784 1:2 Negative Yes NTCT090501
Positive but
4 . an 1Cs, value XPTX0020X0021A
CORT 03-May-09 2935 4.56 6.96 x 10 7333 4273 1:2 could not be Yes NTCT090503
calculated
Positive but
4 . an 1Cs, value XPTX0021X0048A
CORT 07-May-09 2718 491 7.39x 10 6888 3036 1:2 could not be Yes NTCT090507
calculated
4 ) . . XPTX0048X0026A
DBA 03-May-09 3772 4.64 6.86 x 10 8862 3120 1:5 Negative No Failed FLA\E2 NTCT090503_1
Positive but
4 . an 1Cs, value XPTX0048X0026A
DBA 03-May-09 3987 421 6.35x 10 6286 3591 1:5 could not be Yes NTCT090503 2
calculated
Positive but
4 . an ICs, value XPTX0021X0048A
DBA 07-May-09 2718 491 7.39x 10 6888 3036 1:5 could not be Yes NTCT090507
calculated
Positive but
4 . an 1Cs, value XPTX0011X0054A
DDT 03-May-09 3253 6.98 7.94x 10 6447 2705 1:5 could not be Yes NTCT090503 1
calculated
Positive but
4 . an ICs, value XPTX0011X0054A
DDT 03-May-09 3133 4.27 7.34x 10 6995 6096 1:5 could not be Yes NTCT090503 2
calculated
Positive but
4 ) an ICs, value XPTX0011X0054A
DDT 07-May-09 3224 8.10 7.20x 10 6575 2768 1:2 could not be Yes NTCT090507
calculated
Positive but
3 . an 1Cs, value Failed DMSO, XPTX0020X0021A
FLA 30-Apr-09 11983 7.92 1.12x 10 6558 -4711 1:2 could not be No FLA\E2 NTCT090430

calculated
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DRAFT ICCVAM BRD — BG1Luc ER TA: Annex K4
PREDECISIONAL MATERIAL: DO NOT CITE, QUOTE, OR DISTRIBUTE

November 8, 2010

Ral/E2

Was Plate

Test Test Reason Why
SulTs izltnce Date DMSO | Reduction' l;f:g‘:;rc; le)fl ¢ F(l:z:)\ll:ltl Substance Substance Ui;:t;or Plate Was Not Experiment L.D.
Dilution ICs (ng/mL) . Used
ICsy (ng/mL) Analysis
Positive but
4 . an ICs, value XPTX0020X0021A
FLA 01-May-09 661 5.38 7.49x 10 6792 3784 1:2 could not be Yes NTCT090501
calculated
Positive but
4 ) an ICsg value XPTX0020X0021A
FLA 03-May-09 2935 4.56 6.96 x 10 7333 4273 1:2 could not be Yes NTCT090503
calculated
Positive but
4 . an ICs, value XPTX0017X0019A
GEN 07-May-09 2765 6.54 593x 10 5567 2618 1:2 could not be Yes NTCT090507
calculated
GEN 22-May-09 1943 6.39 7.45x% 10 8366 5097 1:2 Negative Yes XPTX0019X0023C
T090522
4 . . XPTX0019X0023C
GEN 22-May-09 5231 9.37 8.75x 10 5811 -836 1:2 Negative Yes T090522 2
3 . . Failed E2, XPTX0019X0023A
GEN 09-Jun-09 912 3.83 1.16 x 10 -3995 237690 1:2 Negative No FLA\E2 NTCT090609
4 ) . Failed E2 XPTX0019X0023A
GEN 26-Jun-09 1245 6.06 7.70x 10 10829 3563 1:2 Negative No Control NTCT090630
Positive but
4 ) an ICs, value XPTX0023X0017A
RES 07-May-09 2489 6.10 5.94x 10 7893 2799 1:2 could not be Yes NTCT090507
calculated
4 . 1 XPTX0017X0019A
RES 07-May-09 2765 6.54 593x 10 5567 2618 1:2 2.54x 10 Yes NTCT090507
Positive but
4 . an ICs, value XPTX0026X0017A
RES 19-May-09 1283 10.63 6.42x 10 8350 2899 1:2 could not be Yes NTCT090519
calculated
Positive but
4 ) an ICsg value . XPTX0048X0026A
TAM 03-May-09 3772 4.64 6.86x 10 8862 3120 1:2 could not be No Failed FLA\E2 NTCT090503 1
calculated
TAM 03-May-09 3987 4.21 6.35x10™ 6286 3591 1:2 1.83x 10 Yes XPTX0048X0026A

NTCT090503_2

K4-27




125
126
127
128
129

130
131

DRAFT ICCVAM BRD — BG1Luc ER TA: Annex K4
PREDECISIONAL MATERIAL: DO NOT CITE, QUOTE, OR DISTRIBUTE

November 8, 2010

Ral/E2 Was Plate
Test Reference E2 Fla\E2 Test Test Used for Reason Why
Date DMSO | Reduction' Substance Substance Plate Was Not Experiment L.D.
Substance Standard Cont Cont Dilution ICsy (ng/mL) Data Used
ICsy (ug/mL) s0 (Mg Analysis
4 . 1 XPTX0026X0017A
TAM 19-May-09 1283 10.63 6.42x 10 8350 2899 1:2 2.85x 10 Yes NTCT090519

Abbreviations: API = Apigenin; ATZ = Atrazine; Cont = Control; CORT = Corticosterone; DBA = Dibenzo [a,/#]anthracene; DDT = o,p-DDT;
DMSO = Dimethyl sulfoxide; E2 = 17B-estradiol; Fla = Flavone; GEN = Genistein; ICs, = half-maximal inhibitory concentration; I.D. = Identification;
Ral = Raloxifene HCI; RES = Resveratrol; TAM = Tamoxifen
'Reduction for comprehensive test plates is measured by dividing the averaged highest Ral/E2 reference standard RLU value by the lowest averaged Ral/E2
reference standard RLU value.
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